Supplementary Methods

S1. Immunolocalization
The kidney was excised and fixed immediately in methanol and dimethyl sulfoxide (4:1 v/v) at -20°C for 3 h. After washing with phosphate-buffered saline (PBS), the samples were mounted in optimal cutting temperature (OCT) compound (Tissue-Tek; Sakura, Torrance, CA, USA) at 4°C overnight and then mounted for cryosectioning. Sections were cut 5-7 μm thick using a Cryostat Microtome (Microm HM 505E; Walldorf, Germany), placed on 0.01% poly-L-lysine (Sigma, St. Louis, MO, USA) coated slides, and kept at -20°C before staining.
For double immunofluorescence staining, cryosections were rinsed with PBS and sequentially incubated in blocking buffer (5% BSA and 2% Tween 20 in PBS), antiTnFXYD8 (5,000× dilution), secondary antibody (Alexa-Fluor-546-conjugated goat antirabbit antibody; Molecular Probes, Eugene, OR, USA), anti-NKA (100× dilution), and secondary antibody (Alexa-Fluor-488-conjugated goat anti-mouse antibody; Molecular Probes). The sections were mounted with coverslips using ClearMount Mounting Solution (Zymed, South San Francisco, CA, USA), and observed using a confocal laser scanning microscope (LSM510; Zeiss, Hamburg, Germany) with Zeiss LSM image software ( Figure   S2 ). S2. Overexpression of TnFXYD8 protein by bacterial strains pET29a (Novagen, Madison, WI, USA) was used for Tnfxyd8 overexpression in Escherichia coli (E. coli). The bacterial strains used in this work were E. coli DH5α and BL21 (DE3). The additional immunoreactive band at 17 kDa was detected by TnFXYD8 antiserum in TnFXYD8 overexpression bacteria lysate (arrow). The pre-immune serum was used as the negative control which revealed no immunoreactive band. +, over expression; −, noninduction; M, marker (kDa); FW, fresh water; SW, seawater.
